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General procedure for NCL: The ligation reaction was performed at 2 mM concentration and 1.1 equiv of peptide thioester was taken relatively to the cysteinal peptide. Both peptides were dissolved in argon purged buffer of 6M Gn.HCl, 200 mM Na 2 HPO 4 with pH ~7.3. Progress of the reaction was monitored using analytical HPLC using C4 analytical column with a gradient of 5-55% buffer B. The ligation product was purified using preparative column.
Thz to Cys conversion:
Following the ligation reaction, the mixture was diluted to 1 mM concentration with a solution of 0.4 M methoxylamine containing 30 equiv TCEP, pH 4, and incubated at 37 ºC. The progress of reaction was monitored using analytical C4 column with a gradient of 5-50% B over 40 min. 
In-situ

Acm deprotection:
The protected peptide was dissolved at 0.6 mM concentration, in 10% AcOH (pH 4.0) containing 30 equiv of Hg(OAc) 2 . The reaction mixture was mixed well and left to react at room temperature for 3 h. Thereafter, 120 equiv of DTT were added and the mixture was allowed to react for 12 h to precipitate all Hg(OAc) 2 . The black precipitate was spun down and the supernatant was collected for HPLC purification.
Desulfurization:
The purified peptide was dissolved in 6 M Gn . HCl, 200 mM phosphate buffer pH 7.4, purged under argon, to a concentration of 2 mM. To this solution, the same volume of the initial solution of 0.5 M solution of TCEP was added followed by the addition of 4% (v/v) of t-butyl mercaptan and 8 equiv per thiol of 0.1 M VA-044 dissolved in Gn . HCl. The reaction was left at 37 ºC for 6-8 h. The progress of reaction was monitored using analytical C4 column and a gradient of 5% B-55% over 30 min.
Photolysis:
To remove the photolabile protecting groups, the purified peptide was dissolved in 6 M Gn . HCl, 200 mM phosphate buffer pH 7.4, purged under argon, containing 0.2 M of methoxylamine.HCl and 30 eq. of DTT. Thereafter, the mixture was irradiated with a UV lamp at 365 nm, 28 o C for 2 h. The progress of reaction was monitored using analytical C4 column using a gradient of 5% B-55% over 30 min. Purification and lyophilization afforded the desired product.
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Analytical data of peptide fragments 
